Europaisches Patentamt 
European Patent Office 
Office eurcpeen des brevets 



© Publication number: 



0 354 548 

A2 



EUROPEAN PATENT APPLICATION 



© Application number: 89114719.1 
@ Date of filing: 09.08.89 



© int.Ci.* C12Q 1/00 , //C12Q1/34, 
01201/42,007049/173, 
C07C225/06,C07F9/12 



CO CM 
13 00 

CO 



=o 



@ Priority: 11.08.88 us 230933 




Applicant: Becton Dickinson and Company 






One Becton Drive 


® Date of publication of application: 




Franklin Lakes New Jersey 07417-1880(US) 


14.02.90 Bulletin 90/07 










Inventor: Schulte, Thomas H. 


® Designated Contracting Stales: 




103 Siiverwood Lane 


AT BE OH DE ES FR GB GR IT LI LU NL SE 




Gary NC(US) 


<-- 


0 


Representative: von Kreisler, AIek, 






Dipl.-Chem. et al 






Patentanwaite Von Kreisier-Selting-Werner 






Deichmannhaus am Hauptbahnhof 






D-5000 Koln1(DE) 



@ Signal, enhancement in assay for an enzyme. 



@ A method for assay for an unknown enzyme suspected to be present in a liquid Includes signal amplification 
by use of a second enzyme and a blocked modulator for ttie second enzyme. Unknown enzyme in the liquid 
removes a blocking group^fcom the blocked modulator. The resulting modulator activates or inhibits the second 
enzyme which catalyzes an Tndicator reaction in which a substrate is converted to a product. The presence or 
absence of the unknown enzyme in the liquid is indicated by a signal, such as a color change or a rate of color 
change, associated with the indicator reaction. The concentration of the enzyme in the sample may be 
determined by the measurement of the signal. The invention includes a kit of materials useful for performing the 
method of the invention. 
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SIGNAL ENHANCEMENT IN ASSAY FOR AN ENZYME 

1 . Field of the invention. 

This invention relates to assay of an enzyme and materials used therein, and more particularly relates 
to a method and materials for assay in which enhancement of a detectable signal is achieved by modulation 
5 of enzymatic catalysis of an indicator reaction." 



2. Background of tlie Invention. 

10 Although the science of enzymes is almost 100 years old and the key roles that enzymes play in many 
biochemical reactions were understood 40 years ago. the applications of enzymology to clinical diagnosis 
are much more recent. As recently as 20 years ago these applications accounted for only about 3-5% of 
the total number of tests performed in the clinical laboratory, and only four or five enzymes were routinely 
assayed. 

75 Today, in contrast, enzyme assays may account for as much as 25% of the total work load in larger 
hospital iaboratories, and as many as 20-25 enzymes may be routinely assayed. Detailed procedures for 
these routine assays may be found in any standard textbook on clinical or diagnostic chemistry. 

In an enzyme assay, enzyme concentration in a body fluid, such as serum, urine and cerebrospinal 
fluid, is determined to be either within a normal range or outside of the normal range. In some assays, an 

20 abnormal enzyme concentration is the result of a bacterial or viral Infection, and assay for a specific 
enzyme is diagnostic for a specific pathogen. In other cases, mere detection of an enzyme not normally 
present in a fluid, such as serum, may be indicative of tissue or organ damage. For example detection of 
alcohol dehydrogenase, which is liver specific, and acid phosphatase, which is prostate specific, in plasma 
pinpoints tissue damage in these organs respectively. Measurement of alkaline phosphatase activity has 

25 importance in diagnosing hepatobiliary and bone disorder. 

Enzyme assays depend on enzyme catalysis of conversion of a substrate to a product which may be 
detected or measured. If the concentration of the substrate in an enzyme reaction is gradually increased, 
keeping all other factors constant, the rate of reaction will increase with increasing substrate concentration 
until a maximum value is reached. Any further increase in substrate concentration will elicit no further 

30 increase in reaction rate. Thus, when the substrate is present in sufficient excess, the rate of reaction 
depends only on enzyme concentration. 

Since enzymes are true catalysts and are not changed during the reaction, the rate of an enzyme 
reaction, in the presence of sufficient substrate, is constant with time and Is dependent only on the 
concentration of enzyme in the assay system. If the enzyme to be analyzed is present in low concentration. 

35 the reaction rate will be very low, and a long period of time may be required in order for sufficient product 
for detection to form. This is a severe disadvantage in those cases where speed of detection is of the 
essence, as. for example, in determining the presence of a pathogen in blood or urine. 

Another limitation in enzyme analysis is the frequent presence in clinical samples of substances which 
decrease assay sensitivity by interfering with enzyme activity. These substances, generally referred to as 

40 interferences, are particularly troublesome in analysis of enzymes in serum and urine samples. 

Assay sensitivity in immunoassay has been increased by various amplification procedures. In cascade 
amplification, the number of detectable (generally colored) molecules is increased by use of two or more 
enzymes or enzyme derivatives. U.S. Patent Number 4,463.090 to Harris discloses a cascade amplification 
immunoassay in which a large molecule activator, such as an enzyme or a proenzyme coupled to a ligand, 
45 activates a second enzyme which reacts with a substrate to product a detectable signal or in turn activates 
a third enzyme. 

U.S. Patent Number 4,446.231 to Self discloses a cycling amplification enzyme immunoassay which 
includes primary and secondary enzyme systems and a modulator for the second enzyme system. The 
primary system includes a first enzyme coupled to a ligand. In a first embodiment of the Self invention, the 
50 first enzyme system acts on a modulator precursor to liberate a modulator. The modulator is a cofactor of 
the secondary enzyme which activates the second enzyme system to catalyze the reaction of a substrate to 
a detectable product. During the reaction, the modulator is converted to an inactive form, and cycling is 
accomplished by a third enzyme which reactivates the modulator. In a second embodiment the modulator is 
an inhibitor of the secondary system, and is removed by the primary enzyme system whereby the 
secondary system is activated to act on the substrate and thereby product the detectable product. 

2 
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Boguslaski et al.. U.S. Patent Number. 4.492.751 teaches a cycling system in which an enzyme 
substrate or coenzyme is conjugated to one member of the specifically binding pair. 

A variety of molecules has been shown to cause specific inactivation of a target enzyme. A subset of 
inhibitors, termed mechanism-based inhibitors, are substrates for enzymes which react with an enzyme to 
5 form a covalenl bond. Mechanism-based inhibitors have been reviewed by Walsh (Tetrahedron 38. 871 
(1982)). Another subset of inhibitors includes molecules which act as stable transition-state analogs. Gelb et 
al. have disclosed some fluoroketones as transition-state inhibitors of hydrolytic enzymes in Biochemistry 
24. 1813 (1985). 

~ Enzyme assays are valuable additions to the list of analytical techniques: however, they are subject to 
10 the above-described limitations. It is toward improved enzyme assays which solve these problems that this 
invention is directed. 

SUMMARY OF THE INVENTION 

75 

One aspect of the present invention is 'a method for assay of an enzyme, hereinafter referred to as the 
unknown enzyme, in a liquid. The liquid suspected of containing the unknown enzyme is combined with a 
blocked modulator and a second enzyme. The unknown enzyme removes the blocking group to provide a 

20 modulator for the second enzyme. A substrate for the second enzyme is then added. The substrate is 
converted by the second enzyme to a product which provides a detectable signal, the conversion of the 
substrate to the product by the second enzyme being modulated by the modulator. The substrate-to- 
product reaction is hereinafter referred to as the indicator reaction. 

The preferred blocked modulator of the present invention is a blocked inhibitor which is converted by 

25 the unknown enzyme to an inhibitor. The preferred second enzyme is an esterase, and the preferred 
substrate is a chromogen which is convertible by the esterase to a product of a different color. Most 
preferably, the chromogen is colorless and is converted to a colored product by the esterase, the 
conversation of chromogen to product being inhibited by the inhibitor. 

Another aspect of the invention includes a kit of materials for performing the method of the invention 

30 substantially as described above. 

In any assay system which includes unblocking of an enzyme inhibitor, severe constraints are placed 
on both the inhibitor and the blocked inhibitor if the assay is to achieve maximum sensitivity. In accordance 
with the present invention, the blocked inhibitor is an excellent substrate for the unknown enzyme, but is 
essentially unreactive toward the second enzyme. Likewise, the unblocked inhibitor is a potent inhibitor of 

35 the second enzyme, but has essentially no effect on the unknown enzyme. Because the reactions of the 
block inhibitor and inhibitor with the unknown and second enzymes respectively are highly selective, "short 
circuits" characteristic of prior art cycling EIA systems due to cross reactivities are substantially eliminated. 

Thus, the invention provides a versatile method for assay for enzymes present in very low concentra- 
tions in a liquid . The method enhances assay sensitivity up to 100 fold thereby providing many advantages 

40 over conventional enzyme assays. Enzymes present at much lower concentrations may be determined. The 
time required to perform the assay is greatly reduced allowing more assays to be carried out by a clinical 
laboratory in a given time. Often, the signal can be read with the naked eye. eliminating a need for 
expensive and cumbersome equipnient. Significant savings in cost and space and thereby achieved, 
enabling assays in accordance with the invention to be carried out in small clinical laboratories or even in a 

45 physician's office. 



BRIEF DESCRIPTION OF THE DRAWING 

50 

The figure depicts the result of a typical assay in accordance with the method and materials of the 
invention. 

DETAILED DESCRIPTION OF THE PREFERRED EMBODIMENTS 

55 

While this invention is satisfied by embodiments in many different forms, there Is described in detail 
preferred embodiments of the invention, with the understanding that the present disclosure is to be 

3 
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considered as exemplary of the principles of the invention and is not intended to linnit the Invention to the 

ennbodlments illustrated and described. The scope of the invention will be measured by the appended 

clajms and their equivalents. 

In accordance with the method of the invention, an unknown enzyme suspended to be present in a 
5 liquid may be determined by an assay method which includes at least two amplification stages. In this 

disclosure, the term "determined" means either detection of the enzyme, i.e.. its presence or absence, or 

measurement of its concentration in the liquid. 

A first amplification stage is unblocking of the modulator for the second enzyme by the unknown 

enzyme. A second amplification stage is catalysis of the indicator reaction by the second enzyme. These 
70 amplification steps take place sequentially to provide signal amplification of 100 fold or higher whereby an 

enzyme present in the sample may often be detected with the naked eye. If additional annpllficatlon is 

desired, additional enzymes may be provided which participate in a cascade of sequential reactions wherein 

any one of all of the reactions may provide further signal amplification. 

The preferred assay .method of the invention will first be described with reference to the assay flow 
76 sheet below to provide a general understanding of the assay components and their interaction, after which 

each component will be discussed in detail. 



EU/L 



20 



B-M 



M + B 



Sub 



> P 



25 



In the above flow sheet, the following definitions apply, wherein a hyphen indicates a chemical bond, a solid 

arrow indicates a chemical conversion and a dotted arrow indicates modulation of the second enzyme and 

thereby modulation of the indicator reaction. 

L - liquid to be assayed " 

EU - unknown enzyme 

Es - second enzyme 

B-M - block modulator 

M - free modulator for second enzyme 

B - blocking group for modulator 

Sub - substrate 

P - product 

It is seen from the flow sheet that the liquid suspected of containing the unknown enzyme is combined 
with the blocked modulator and the second enzyme. Any unknown enzyme present in the liquid removes 
the blocking group and liberates free modulator. A substrate for the second enzyme is added and is 
converted in the indicator reaction to a detectable product by the second enzyme, the catalytic activity of 
the second enzyme being modulated by the free modulator. The level of product is either directly or 
inversely proportional to the level of free modulator, and thus to the concentration of unknown enzyme, 
depending on whether the modulator is an activator on inhibitor respectively. The actual signal measured 
may be a color associated with the indicator reaction, as, for example, the color of the product or rate 
formation thereof* or the color of the substrate or the rate of disappearance thereof. 

Turning now to a detailed description of the assay components, the unknown enzyme may be from any 
source. For example, it may be present in a body fluid, or it may be isolated from a body fluid and 
subsequently introduced into a different liquid, such as buffer. In other cases, the unknown enzyme may be 
from a source other than a body fluid, as, for example, a culture of microorganisms or a cellular extract 
thereof. On the other hand, the unknown enzyme may not be from a living source, for example, it may be a 
synthetic enzyme. 

Any enzyme which can remove a blocking group from a blocked modulator for a second enzyme may 
be determined by the method of the invention. (We need a passage here delineating in the broadest 
possible terms the enzyme classes which an be assayed, including, if possible, one or two examples of 
each class.) 

Preferred unknown enzymes are generally hydrolases, such as phosphatases, peptidases, esterases, 
glycosidases and the like. Specific example of suitable unknown enzymes which may be determined by the 
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method of the invention are. trypsin, thrombin, mammalian liver esterase, acetylcholinesterase, /3-galac- 
tosidase, /3-glucuronidase. alkaline phosphatase, acid phosphatase and leucine aminopeptidase. 

The blocked modulator may be any material which may be converted by the unknown enzyme to a 
modulator of the second enzyme. The preferred blocked modulator has two components, the rriodulator and 

s the blocking group. The most preferred blocked modulator is a blocked inhibitor which is unreactive toward 
the ..second enzyme until its blocking group is removed by the unknown enzyme and the inhibitor is 
liberated into the assay medium. Thus, the choice of the components of the blocked inhibitor depends on 
the unknown enzyme and the second enzyme to be used. The blocking group should be one which can be 
covalently conjugated to the inhibitor by a bond which can be cleaved substantially selectively by the 

10 unknown enzyme, and the inhibitor component should inhibit the activity of the second enzyme while having 
substantially no effect on the unknown enzyme. The blocking group, after cleavage from the blocked 
inhibitor, should be substantially inocuous toward all other assay components. Thus, the nature of the 
second enzyme and its substrate will be discussed prior to further description of the block inhibitor and the 
inhibitor. 

/5 In the assay of the invention, the second enzyme is generally a hydrolase which converts the substrate 
to the product. Suitable hydrolases are. for example, phosphatases, peptidases such as. trypsin, 
chymotrypsin and pepsin, or preferably esterases such as acetyl cholin esterase (AChE) and butyl 
cholinesterase. The most preferred second enzyme is a carboxyesterase. such as rabbit liver esterase 
(RLE). 

20 The substrate may be any substance containing a group which may be cleaved In the indicator reaction 
by the second enzyme to provide a product detectable by a signal associated with color. Thus, in one 
embodiment of the invention, the signal detected is the development or disappearance of a color, or a 
change from one color to another. In another embodiment of the invention the signal may be a change in 
the rate at which the substrate is converted to the product, for example, the color of a substrate may be 

25 observed to remain unchanged for a specified length of time. Thus, measurements of the signal may be 
made under either kinetic or thermodynamic conditions. Kinetic measurements determine the rate of 
change which occurs over a period of time, and are generally carried out by making a series of 
measurements at various times after combining the assay reagents. Thermodynamic measurements 
determined the extent of change which has occurred when equilibrium has been reached between the 

30 substrate and the product of the indicator reaction. Measurement may be made either instrumentally or, 
preferably, with the naked eye. 

It is preferred that the substrate be colorless until cleaved by the second enzyme to give a colored 
product. Suitable substrates are indoxyl esters and. preferably, esters of nitrophenols, such as ortho and 
para nitrophenyl acetates or butyrates. These substrates are colorless until cleavage of the acetyl or butyryl 

35 groups by carboxyesterase occurs to give colored nitrophenols. Thus, when the modulator is an inhibitor 
and the substrate Is an ester of a nitrophenol. the signal which is measured is inhibition of color formation. 

It is evident that fluorimetry may be used in the method of the invention. In this embodiment of the 
invention, the second enzyme may convert a nonfluorogenic substrate to a fluorogenic product wherein the 
signal measured is modulation of fluorescence. For this embodiment of the invention. It is preferred that the 

40 modulator be an inhibitor and the second enzyme be an esterase. 

As mentioned above, the unknown enzyme cleaves the blocking group from the blocked inhibitor to 
provide the inhibitor of the second enzyme. Suitable enzyme inhibitors and blocked enzyme inhibitors are 
shown in general formulas I - IV, set forth below, wherein the nature of group B, as described later, 
determines whether the compound is an inhibitor or a blocked inhibitor: 

45 



SO 



55 
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Rj - (CHaln - C 7 C - C -{CH2)n X - 8 ACFj - C - ICHjI ^ ' N - ICHjU - X - B 



Y 0 2 
I 



I I 



10 



ACF2 - C - (CHjl n 



75 



0 F 



/A 



X - Q 



- C - C - (CH^I n - X - 8 



III 



IV 



20 



In formulas I - IV. may be H. lower alky I of 1-6 carbon atoms, branched or unbranched. or 



25 



30 



35 



wherein R2 may be lower alkyi of 1-6 carbon atoms; R3 may be H, nitro, alkoxy, halogen and the like; 
may be an alky! group of 1-10 carbon atoms or an alkenyl or alkynyl group of 2-10 carbon atoms optionally 
substituted with an aryl group or an aryl group substituted with a nitro, hydroxyl, mercapto. alkoxy, 
haloaikyi, hydroxyalkyi, mercaptoalkyi group; Y and Z may independently be H or F wherein at least one of 
Y and Z is F; X may be O, S or NR5 wherein R5 may be H or R2 ; n may be 1-6; m may be 2-6; A may be 
F or CF3; and B may be H, a phosphoric acid or salt, a glycosyl group, an amino acid residue, such as a 
lysine or arginine residue covalently conjugated to X through the amino acid carboxyl group, an acyl group 
of 2-4 carbon atoms such as an acetyl or butyryl group, or a peptide of the formula: 



40 



- G - CH - NH - C - CH - NH -I C - CH - NH ^QC - Rg 



0 R« 



0 H- 



0 flc 



45 



NH 



/ 

wherein Rg is (CH2)4NH2. ICH2)3NH - C^ar Denzyl 



50 



56 



R7 may be H or lower alkyI of 1 to 6 carbon atoms, branched or unbranched: Rs may be H, lower alkyl or 
hydroxy-lower alkyl of 1 to 4 carbon atoms, branched or unbranched, CH2COOH or (CH2)2COOH; R9 may 
be lower alkyl or lower alkoxy of 1 to 4 carbon atoms, branched or unbranched. phenyl, or benzyloxy; and q 
may be 0-10. 

When B is H, formulas I to IV represent enzyme inhibitors. When B is any group other than H, formulas 
1 to IV represent blocked enzyme inhibitors. When B ia a phosphoric acid or salt thereof. It is intended that 
B have the formula: 



8 
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i P - 0 f„ 



0 



wherein-P is bonded to X and n may be as described above. 
10 The inhibitor and blocked inhibitor in accordance with formulas I to IV may be synthesized by any 
sequence of conventional chemical reactions as may be envisioned by one skilled in the art. Suitable and 
convenient methods are given in the Examples, below. The following list of effective enzyme inhibitors is 
intended to be exemplary only. 
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70 



75 



20 



1. I, I, l-tr^fluoro•3-<4-hyd^o>ey- 
phcny 1 ) propanone 

2. l.l,l-trifluoro-3-(3-hy<iro>ey- 
ph«ny 1 ) -2-propiui«nc 

3. 1. 1, l-trlf luoro-4-(4-hy<lroify- 
phcny I ) -2-4>u t anooc 

A. I , U l-triflubro-^-O-hydroity- 
phcnyl ) -2-but.anooe 

5. 1,1, l-t^xfluoro-5-(4-hydroKy- 
phcnyl )-2-p«>t«no«e 



1 . 1 . 1-tr i f luoro-S-C^-hyd^ 
phenyl ) -2-i>cntanoo« 



7. 1. 1, l-trifluoro-G-C-J-hydroKy- 
phenyl ) -2-hcx«nonc 



l-ph«nyl-3.3-dif luoro-10- 
hydroxy-4 -dccanone 



OMtc data 



(CDC13) - 3.9l(s.2H). 

6.90(d,2H), 7.lO(d.2H) 

(C0C13) - 4,00(».2K). 

6.80(«,3K). 7.30(«. IH) 

(C0CI3) - 2.9S(«.4H), 
6.92(dd.4H}J=4.60H2 

(CDC13) - 2.94(t..2H). 
5.70(b«.lH), 6.80(«.3H). 

(CDCIS) - 1.91(t,2K). 

2.68(1.2H}. S.23(b«.lK), 
7.10(<1.2H) 

(C0C13) - K95(p.2H), 

2.95(t,2H). 5.40(b«.lH), 
7.30<«.1K> 

CC0C13) - l.63(«,4H). 

2.70(q.2H3. S.S5{b«.lK). 

7.02<d.2H) 

<CDC13) - l.3S(a.4H), 

2.2S(«.2H). 2,70(q,2H). 
3.lS(bs,IU}. 3.SS<1.2H) 



S.2Ub3.lK). 
4.80(bs,lH). 
4.90(ba. IK), 



3.Q5(t.2H), 
7.1S(«1H} 

2.59(1. 2U}. 
6.9S(d.2R), 



«.70<t,2K). 
6,70{.,3H>. 



2,59(q,2H3, 
, 6.77(d.2H> 



l.G0(«.4fl}. 
2.7S(t,2H), 
, 7.2S(«.SH> 



2.0 K 10-6, RLE 

> 10-4, PL£ 

2.0 X 10-8. RtE 

l.O X 10-7. RLE 

1.0 X 10-8, RLE 

1.7 X 10-7, KW. 

2.0 X 10-H. Hl» 



25 



30 



35 



9. I. t.l-trifluoro-^-hy<lroKy-2-p«ntanon« (C0C13} - 2.1S(«,4K), 4.03<b«,lH}, 

4-20(«,2B) 

10. l,l.l«trifluoro-e-hydraicy-2-hexefM>n« (C0C13} - 1.8S(«,4K}« 2.10(bs.lH}, 

2.30(«,4H) 

11. L, 1, l-trifluoro-8-hydroxy-2-octanonc (C0C13) - 1.30 - 1.80(«,8H), 2.40 

(b3,lR). 2-7S(t,2H), 3.65<B,2H) 



40 



12. l'hydroxy-S,5-difIuaro-e,8' 
d i «e t hy 1 -4 -nonanon« 

13. 1 • 1« 1, 2, 2-peotaf luoro-5-< 4-hydroxy- 
phenyl ) -3-p«ntanon« 

14. l.l.I-trinuoro-4-(3-hydroKy- 
pheny 1.) -3-traxis-buten-2-one 

15. *i,N-di»cthyl-K-C2-(hydroxy)cCliylI 

5 . 5 , S— t r i f luoro-4 -OKopen 1 anan i n i ua , 
hydroxide salt 

16. N.K-di«i«thyl-N-(4-(hydroKy)butylJ 
5,5, 5— t r i f luoro-4 -oxopen tanaainius, 
hydroxide salt 



(C0CI3) - 0.9S(a.9a). 1.4S<t,2HJ, 
2.00(«.6H}, 3.l2<ba,lH). 4.1S(«.2H) 

(CDC13) - 2.94(«,2H), 3.04(.,2H). 
4.75<b3.lH). 6.90(d,2H), 7.10(«.2H) 

(CDC13) - S.90(b9,lK). 6.90{d.lH) 
j=l6Hi. 7.2S(«,4H). 7.95(d,lH) j=16Hz 

(02O) - l.90<m.4H}, 3.13($.6H), 
3.30(«,2H), 3.48(«.2KK 4.0l<bs.2H}. 



<020) - l.95(o,4H). 2.54(«s.4H) 
3.l0(s,6H). 3.35(b,2H). 3.55(«.2H). 
5.25<bs.lH) 



3.0 X 10-4. PLC 
4.0 X 10-7. PLR 

1.2 X lO-€, PLE 

8.0 X 10-7. RLE 

1.6 X 10-7, RLE 
5.0 X lC-9. AChE 

6,5 X 10-8. ••"MF 



* PLE. Pic Liver Esterase (E.G. 3.1.1.1) 
4S RLE, Rabbit Liver Esterase (E.C. 3,1.1.1) 

AChE. Acetyl Choline Esterase (E.C. 3.1.1.7} 

In a specific application of the invention, the unknown enzynr»e is alkaline phosphatase, the second 
enzyme is RLE or AChE and the blocked inhibitor is the fluorinated ketone of formula V. If alkaline 
phosphatase is present in the unknown liquid, it causes cleavage of the phosphate ester bond of V to give 
50 inhibitor of formula VI. The assay Is completed by addition of o-nitrophenylbutyrate or o-nitrophenylacetate. 
VI!. 



55 
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CFn - C - 



CH3 

alkaline 
phospfiatase 
(CH2)3 - n"- ICH2)3 GPO3H2 ^ CF3 



CH-j 



C - (CH2I 3 - N - ICH2I 3 OH 



CH- 



VI 



15 



20 




C - CH3 



RLE or 




VII 



VIII 
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30 



35 
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If inhibitor VI formed due to the presence of alkaline phosphatase in the unknown fluid, the activity of 
the esterase is inhibited, and colorless substrate VII is not converted to colored product VIII. If no alkaline 
phosphatase is present in the unknown fluid, no inhibitor VI is formed and colored product Vlll therefore is 
formed because the esterase is not inhibited. 

Thus far. two stages of enzyme amplification have been described. If additional signal amplification is 
desired, a multistage cascade amplification assay may be carried out wherein a plurality of reagents in the 
assay medium react sequentially leading ultimately to signal enhancement. In describing this embodiment 
of the invention, it is convenient to consider the unknown enzyme described above as a primary enzyme 
which enzymatically converts a reagent in the assay medium to a .secondary enzyme which unblocks the 
modulator for the above-described second enzyme. Further, the secondary enzyme, or any subsequent 
enzyme, may react with additional reagents to provide additional enzymes which may continue the cascade 
of enzymatic reactions until the modulator is unblocked. Alternatively, the second enzyme, instead of 
catalyzing the indicator reaction directly, may convert a reagent in the assay medium to a third enzyme 
which is the catalyst for the indicator reaction. By proper selection of reagents to be added to the assay 
medium, any desired number of amplification stages may be carried out 

Amplification occurs in any embodiment of the invention heretofore described because the unknown 
enzyme, the second enzyme or any other enzyme, acts as a true catalyst wherein a single enzyme 
molecule may act on an essentially unlimited number of blocked modulator or substrate molecules 
respectively without being consumed. Thus, in theory, one molecule of second enzyme would be sufficient 
to detect the unknown enzyme by the method of the invention. In practice, determination of the amounts of 
the second enzyme, substrate and blocked modulator to be added and the number of amplification stages 
to be used depend on the level of amplification desired and are well within the purview of one or ordinary 
.skill in the art. 

It is evident that an almost unlimited number of assay configurations can be envisioned which are 
suitable for determination of the unknown enzyme. Enzyme concentration may be determined by comparing 
the magnitude of the signal generated by the unknown enzyme with the magnitude of the signal measured 
upon assay of a range of predetermined quantities of the unknown enzyme assayed under essentially 
identical conditions. When the method of the invention is to be used for determination of enzyme 
concentration, it is advantageous to read signal intensity by an appropriate instrument, such as a 
spectrophotometer, for example, a Beckman DU7 Spectrophotometer, Beckman Instruments, Inc.. Irvine, 
California. 

Another aspect of the invention is a reagent kit or package of materials for performing an assay for an 
unknown enzyme in accordance with the method of the invention. The kit may include a second enzyme, a 
blocked modulator for the second enzyme and a substrate for the second enzyme. The kit may also include 
standards for the unknown enzyme, as. for example, one or more samples of predetermined concentration, 
or it may include other enzymes and enzyme substrates useful In carrying out the assay. It may include 



BNSDOCID: <EP_0354548A2J„> 



EP 0 354 548 A2 



solutions, such as saline or buffers. The components of the kit may be supplied in separate containers, as, 
for example, vials, or two or more of the components may be combined In a single container. 



EXPERIMENTAL 



Routine Analytical Techniques - Flash Silica gel chromatography was performed on ICN silica gel 32-63 
mesh at 3-7 psi. Analytical TLC was performed on 0.25 mm 5 x 20 cm aluminum-backed silica gel plates 

10 from EM Scientific. Preparative TLC was performed on 2.0 mm 20 x 20 cm glass-back silica gel plates from 
EM Scientific. Melting points were performed on a Thomas Hoover capillary melting point apparatus and are 
uncorrected. NMR spectra were recorded on an IBM WP-200SY spectrophotometer and chemical shifts are 
reported in ppm relative to trimethylsllane, HPLC was performed on a Water 510 two pump system with UV 
detection using one of tvyo solvent systems on a Brownlee AX300 7 x 250 mm column : System A) initial 

IS hold for 5 minutes at 30mM NH40Ac pH 6.5 followed by a linear gradient to 2.0 M NH40Ac over a 30 
minute period followed by a hold at 1.0 M NH40Ac for 5 minutes. System B) used an isocratic buffer 
system of 30mM NH40Ac pH 6.5 for 40 minutes. Flow rates were 1.0 mUmlnute. Gas chromatography was 
performed on a H.P. 5840A Gas Chromatograph equipped with a FID and an automatic injector using a 30 
M DB-1 Megabore column purchased from J&W Scientific, Inc. GC conditions were as follows; a three 

20 minute hold at 100'C followed by a lO'C/minute gradient to 250 *C followed by a 3.0 minute hold at 
250' C at 16.0 mUminute flow rate. 

Inhibition constants were measured in 50 mM Tris pH = 8.0. Enzyme and inhibitor were incubated at 
ambient temperature for 20 minutes. Substrate for the enzyme was then added and the rate of hydrolysis 
was followed spectrophotomejtrlcally. The substrate for PLE and RLE was o-nitrophenylbutrate and for AChE 

25 was acetyl thiocholine and Ellman's reagent. 



EXAMPLE I 

30 - % 

Diammonium [4-{3-oxo-4,4,4-trifIuorobutyl)phenyl] phdsphate 



35 A, Ethyl 3-(4-methoxyphenyl)-2'(1-oxo-2.2.2-trlfIuoroethyl)proplonate 

A 1L four neck round bottom flask, fitted with reflux condenser, dropping funnel, argon inlet, and 
magnetic stirrer was charged with 7,17g (0.1 49M) of a 50% oil dispersion of sodium hydride and 300 mL of 
dry ethyl ether. Nine mL of absolute ethanol was slowly added to the stirring solution. After the evolution of 

40 hydrogen stopped, a mixture of 25g(0.136M) of ethyl 4.4.4-trifluoromethyl acetdacetate and 21.3g(0.136M) 
of 4-methoxybenzyl chloride was added over a 1 hour period. The mixture was then heated at reflux 
overnight. The reaction mixture was then cooled, extracted with water. IN HCl, dried (anhydrous MgS04), 
and solvent removed under reduced pressure. The crude reaction mixture, 33. 5g, was chromatographed on 
a 60 x 300 mm silica gel column with a 1:3 ethyl acetate : hexane mixture. Similar fractions were combined 

45 and gave 9.0g (27%) of the desired product as an oil. nmr(CDGI3) - a 2.12(m.3H), 2.67(m.2H), 3.85(m.3H). 
3.90(s.3H). 7.24(q.4H), 



B. 1 .1 .1-Trifluoro-e-(4-hydroxyphenyl)-2-butanohe 

so 

A lOOmL round botton flask, fitted with reflux condenser, magnetic stirred and argon inlet was charged 
with 2.05g(6.7mM) of ethyl 3-(4-methoxyphenyl)-2-(1 -oxo-2,2,2-trifluoroethyl) propionate, 20mL of 31% HBr 
in AcOH. and lOmL of water. This mixture was heated overnight at 120" 0, concentrated under reduced 
pressure and partitioned between dichloromethane and water. The organic layer was extracted with aqueous 
55 bisulfite, saturated sodium bicarbonate, dried (anhydrous MgS04), and the solvent removed under reduced 
pressure. The crude reaction mixture was chromatographed on a 50 x 300 mm silica gel column with 1:1 
ethyl acetate: hexane. Similar fractions were combined and solvent was removed under reduced pressure to 
yield 600mg(41%) of product as a clear oil. nmr(CDCI3) - a 2.95(m.4H), 4.90(bd.1H), 6.93(dd,4H)J = 4,60Hz. 

10 
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C. Diethyl [4-(3-oxo-4.4,4-trifluorobutyl)phenyl] phosphate 

A lOmL one neck round bottom flask, fitted with argon inlet and magnetic stirrer was placed in an ice 
bath and charged with 400mg (1.8mM) of 1. 1. 1-trifluoro-4-(4-hydroxyphenyl)-2-butanone.400mg (2:4mM) 
of diethyl chlorophosphate. 0.1 5mL of dry pyridine and 5mL of dichloromethane at 5*C. The mixture was 
stirred overnight 6t annbient temperature, filtered to remove pyridine HCI, extracted with 0.2N HCI, extracted 
with water, and dried (anhydrous MgS04). Solvent removal under reduced pressure gave a crude yield of 
600 mg of a brown oiL Preparative TLC using 1:1 ethyl acetate :hexane gave 600mg(92%) of a dear oil nmr- 
(CDCI3) - 1.50(m,6H). 3.0(m,4H). 4.20(m.4H), 7.15(s.4H). 



D. Diammonium [4-(3-oxo-4,4,4-trifluoro-butyl)phenyl] phosphate 

A 25mL one neck round bottom flask, fitted with argon inlet and magnetic stirrer was charged with 
S.OmL of dichloromethane. 140mg(0.4mM) of diethyl 4-(3-oxo-4.4.4-trifluorobutyl)phenyl] phosphate and 
2.0mL of bromotrimethylsiiane. After stirring this mixture for 3 hours at ambient temperature. 10 mL of 
methanol was added and the volatile materials were removed under reduced pressure. The residue, was 
dissolved in water and the pH adjusted to 7.3 with 1 .0 N NaOH. The aqueous solution was extracted with 
ethyl ether and lyophilized to give 190 mg of a white solid. This material was dissolved in 10 mL of 30mM 
NH40AC buffer and purified by HPLC using system A. Yield of the product after lybphilization was 50mg 
(37%). mp 235 - 240* C. nmr(D20) a 1.gO{m.2H), 2.56(m.2H). 4.65(s,D0H), 6.88(dd,4H)J = 6. 82 Hz. 



EXAMPLE II 



1 -Hydroxy-5.5-difluoro-8.8-dimethyl-4-nonanone 



A. Ethyl 2,2-difluoro-5.5-dimethylhexanoate 

A 100 mL three neck round bottom flask fitted with dropping funnel, argon inlet, Ice bath, and magnetic 
stirrer was charged with 8.0 mL of dichloromethane and 2.21g(20mM) of ethyl 2-oxo-5.5-dimethylhexanoate. 
Diethylarninosulfur trifluoride, 2.11g(13mM). in 5ml of dichloromethane was added to the reaction mixture 
over a 15 minute period and the mixture was stirred overnight at ambient temperature. The reaction mixture 
was partitioned between water and dichloromethane. the organic layer dried (anhydrous MgS04). and the 
solvent removed under reduced pressure. The oil residue was distilled at 83-88* C at 20mm give I.Og- 
(25%). nmr(CDCI3) - 0.95(s.9H). 1 .40(m.4H). 2.10(m.2H). 4.35(q.2H). 



B. 2.3.4,5-Tetrahydro-2-oxo-3-[(5.5-di-methyl-2.2-difluoro-1-oxo)hexyl]furan 

A 25 mL three neck round bottom flask, fitted with drying tube, dropping funnel, heating mantle, and 
magnetic stirrer was charged with 0,24g(5.0mM) of sodium hydride in a 50% oil dispersion. The sodium 
hydride was washed with dry hexane (2 x 10 mL) and 5.0 mL of ethyl ether was added to the flask. A 
mixture of 5 drops of absolute ethanot and 5 mL of ether was slowly added to the sodium hydride 
suspension- After the evolution of hydrogen had stopped, a mixture of 1.0g(5.0 mM) of ethyl 2,2-difluoro- 
5,5-dimethyl-hexanoate and 0.43g(5.0mM) of -butyroiactone in 5.0 mL of ethyl ether was added over a 20 
minute period. The solution was refluxed for 3 hours and allowed to stir at ambient temperature overnight 
The reaction mixture was partitioned with IN HCL. the organic layer washed with water (2 x 50 mL), dried 
(anhydrous MgS04), and the solvent removed under reduced pressure. The oil residue. 0.88g, was 
crystallized from a hexane:ethyl acetate mixture. 0.66g (53%). nmr - (CDCIa) a - 0.95(s.9H). 1.35(m.2H). 
2.00(m.3H). 2.50(m,2H), 3.00(m1H). 4.25(m.1H). 4.5(m,1H). 



C. 1 -Hydroxy-5.5-difluoro-8.8-dimethyl-4-nonanone 
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A 10 mL one neck round bottom flask, fitted with argon inlet, magnetic stirrer, and reflux condenser was 
charged with 1.0 mL glacial acetic acid. 4 drops of concentrated HCI and 200mg(0.81 mM) of 2,3.4^,5- 
tetrahydro-2-oxo-3-(5,5-di-methyl-2,2-difIuoro-1-oxohexyl) furan. The reaction mixture was heated at 1.10 C' 
overnight under a blanket of argon. The reaction was extracted with ethyl ether, and the- ether was cross 
5 washed with -water, dried (anhydrous MgS04), and solvent removed under reduced pressure. The residue 
was chromatographed on a 10 x 60 mm silica gel column using a 9:1 hexane:ethyl acetate mixture to give a 
clear oil. nmr(CDCl3) a - 0.95(s.9H), 1.45(t.2H). 2.00(m.6H). 3.12(bs.1H). 4.15(mi1H) 



EXAMPLE III 



N.N-dimethyl-N-[2-(hydroxy)ethyl]-5.5.5-trifluoro-4-oxopentanaminium, hydroxide salt 

15 

A. 2,3,4.5-Tetrahydro-2-oxo-3-[(2.2,2-trifluoro-1 . 1 -dihydroxy)ethyl]furan 

A 3L three neck round bottom flask, fitted with reflux condenser, dropping funnel, argon inlet, magnetic 
20 stirrer, and heating mantle was charged with 36g(0.75M) of a 50% oil dispersion of sodium hydride. The 
sodium hydride was washed {2 x 200 mL) with dry hexane and then suspended in 800mL of ethyl ether and 
22mL of absolute ethanol. A mixture of 60.2g(0.7M) of -butyrolactone and 99.4g(0.7M) of ethyi 
trifluoroacetate in 750 mL of ether was added to the suspension at a rate to keep the reaction at gentle 
reflux. The mixture was refluxed for an additional two hours and then stirred at ambient temperature 
25 overnight. The reaction was cooled in an ice bath and IN HCI (250mL) was added. The organic layer was 
separated, washed with water (2 x 200mL), dried (anhydrous MgS04), and solvent removed under reduced 
pressure. The residue was crystallized from hexane:ethyl acetate to give 64.0g (45.4%). mp - 87-90 C. 
nmr{DMS0-d6) a - 2.33(m.2H). 3.09(t.1H)J = 7Hz. 4.20{m.2h). 7,00(s.1H). 7.52(s,1H). 

30 

B. Preparation of l,1..1-trifluoro-5-hydroxy-2-pentanone 

A 500 mL three neck round bottom flask, fitted with reflux condenser, heating mantle, and magnetic 
stirrer was charged with 61.5g(0.31M) of 2,3,4.5-tetrahydro-2-oxo-3-(2,2.2-triifluoro-1 .1-dihydroxyethyl) furan. 

35 6.4mL of concentrated HCI, 10 mL of water, and 80 mL of acetic acid. The reaction mixture was heated at 
125* C overnight. An additional 3.0 mL of concentrated HCI and 5.0 mL of water was added and the 
reaction mixture was heated for an additional 10 hours. The reaction was partitioned between water and 
ethyl ether while the water layer was neutralized was solid sodium bicarbonate (100g). The ether solution 
was washed with water (2 x 20 mL), dried (anhydrous MgS04), and solvent removed under reduced. 

40 pressure to give 60g(45%) of a pale yellow oil. nmr(CDCl3) « -2.14m.4H). 4.03(m.1H), 4.20(m,1H). 



C. 1.1.1-Trifluoro-5-bromo-2-pentanbne 

45 A 500 mL three neck round bottom flask, fitted with dropping funnel, magnetic stirrer. Ice-salt bath, and 
argon inlet is charged vyith 125 mL of dry dimethylformamide, 29g(35.7mM) of trifluoro-5-hydroxy-2- 
pentanone. This mixture was cooled to -5" C and 1 1-5g(71 .6mM) of bromine was added dropwise over a 
two hour period. After stirring overnight at ambient temperature the reaction mixture was distilled through a 
30 cm vigreaux column at 2.0 mm of pressure. Two fractions were collected; the first fraction from 27 - 

50 35 ' C and the second fraction at 35 - 70 * C. The second fraction was partitioned between water and ethyl 
ether, the organic layer was washed with water (3 x lOOmL, dried (anhydrous MgS04), and evaporated 
under reduced pressure at ambient temperature to give 40g of a colorless oil mixture of dimethyl 
formamide. ether, and the desired product which was used in the next reaction without further purification. 

55 

D. N, N-dimethyl-5.5,5-trifiuoro-4-oxopentanamine 

A 500 mL three neck round bottom flask, fitted with dropping funnel, argon inlet, magnetic stirrer, and 

12 
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ice-salt bath was charged with 21.5g(0,45M) of anhydrous^dimethylamine at -8' C, To this mixture was 
added 19.4g(88.5mM) of 1 ,1 .1-trifluoro-5-bromo-2-pentanone in dimethyl formamide and ethyl ether drop- 
wise at -10' C. The suspension was stirred for 2.5 hours at -10* C. The solvent was then decanted from the 
precipitate. The precipitate was washed with ethyl ether (3 x 200 mL). the organic layers were combined. 
5 washed with water (2 x 30 mL). dried (anhydrous MgS04). and evaporated under reduced pressure to give 
15.0g(92%) of a pate yellow oil. nmr of HCI salt (CDCL3) a - 1.89(s.4H), 2.90(s,6H), 3.21 (t.2H). 



E. N,N-dimethyl-N-[2-methoxy)ethyl]-5.5.5-trifluoro-4-oxopentanam!nium. hydroxide salt 

70 

A 25 mL one neck round bottom flask was charged with 2.95g (21.2mM) of 2-bromoethyl methyl ether, 
0.33g(1.77mlV1) of N. N-dimethyl-N-(5,5,5-trifiuoro-4-oxopentanamine) and 2.5mL of dimethyl formamide and 
the mixture was stirred at ambient temperature for 3 days. Solvent was removed under reduced pressure 
and the amber oil was chromatographed on a Dowex-l (15 x 200mm) column in the hydroxide form with 
;5 200 mL of water. The effluent from the column was lyophilized to yield 0,28g(60%) of an amber oil which 
was the product as the hydroxide salt. nmrCDgO)- a 1.94(m.2H). 3.13(s,6H), 3.39(s.3H). 3.41 (m.2H). 3.60- 
{m,2H), 3.88{bs,2H). The material was used in next reaction without further purification. 



20 F, N.N-dimethyl-N-t2-hydroxy)ethyl]-5,5,5-trifluoro-4-oxopentanaminium, hydroxide salt 

A 10 mL round bottom flask, fitted with argon inlet and reflux condenser was charged with 0.275g- 
(1.1mM) of N,N-dimethyl-N-[2-(methoxy)ethyl]-5.5.5-trlfluoro-4-oxopentanaminium, hydroxide salt. 4.0 mL of 
water and 8.0 mL of 30% HBr in acetic acid. This mixture was heated at 120* C for five hours, cooled, and 
25 the solvent removed .under reduced pressure. The residue was co-evaporated with 3 x 20 mL of water and 
the resulting oil was chromatographed on a Dowex-1 (15 x 200mm) column in the hydroxide form. 
Evaporation of the effluent under reduced pressure gave 0.l7g(63%) of the product as the hydroxide salt. 
nmr(D20)- a 1.90(m.4H). 3.13(s.6H), 3.30(m.2H), 3.48(m.2H). 4.01(bs,2H). 



EXAMPLE IV 



35 N.N-dimethyl-N-[2-(phosphonooxy)ethyl]-5.5.5-trifluoro-4-oxopentanaminium, ammonium salt 

A 10 mL three neck round bottom flask fitted with dropping funnel, argon inlet, magnetic stirrer, and ice 
salt bath was charged with 0.093 mL(I.OmM) of phosphorus oxychloride and 0.5 mL of trimethyl phosphate. 
To this mixture was added 70.0 mg(0.2mM) of N,N-dimethyl-N-[2-hydroxy)ethyl]-5.5.5-trifluoro-4-oxopen- 

40 tanaminium. hydroxide salt dropwise at -IO' C. The mixture was stirred for 30 minutes and then placed in a 
freezer overnight. The mixture was triturated with ethyl each followed by petroleum ether (4 x 50 mL) to 
give a resinous precipitate. This precipitate was covered with ice. neutralized to ph 6,0 with IN. NaOH, and 
evaporated to dryness under reduced pressure. The resulting solid. 107mg . was dissolved in 30mM 
NH40AC buffer at pH 7.0 and purified by HPLC with system B. The product, which eluted at 12 minutes. 

45 was isolated by lyophilization of the buffer to give 9.0mg(11%) of a colorless resin. mnr(D20)- 1.90(m.4H. 
3,14(s,6H), 3.42{m.2H). 3.60(m,2H), 4.l9(bs,2H). 

In summary, the invention provides a method for detection or determination of an unknown enzyme 
present in a liquid. The liquid is contacted with a second enzyme and a blocked modulator whereby the 
unknown enzyme removes the blocking group to provide a modulator for the second enzyme. A substrate 

50 for the second enzyme is added. The modulator modulates conversion of the substrate to a product by the 
second enzyme, leading to a detectable signal Detection of the signal establishes the presence or absence 
of the unknown enzyme sample. By measuring the magnitude of the signal, the concentration of the 
enzyme may be determined. The modulator and the second enzyme provide two amplification stages 
whereby the signal is amplified by 100 fold or more, enabling naked eye detection of the signal in a time up 

55 to 100 fold less than by conventional enzyme assay. 



Claims 
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1, A method for determining an enzyme in a liquid comprising: 

(a) combining a liquid suspected of containing an unknown enzyme rwth a second enzyme and a i 
blocked inhibitor of said second enzyme, said .unknown enzyme converting said blocked inhibitor to an 

5 inhibitor thereby releasing said J nhibitojiintO-said.. liquid;. „_ _ 

(b) adding to said liquid a substrate for said second enzyme, said second enzyme converting said 
substrate to a product in an indicator reaction, said inhibitor inhibiting said second enzyme; and 

(c) determining said unknown enzyme by detecting a signal associated with said indicator reaction. 

2. The method in accordance with Claim 1 further comprising determining the concentration of said 
10 unknown enzyme in said liquid by measuring the magnitude of said signal and comparing said magnitude 

with the magnitude of a signal associated with a product when steps (a) to (c) are repeated with a liquid 
sample containing a predetermined quantity of said unknown enzyme. 

3. The method in accordance with Claim 1 wherein said unknown enzyme is a hydrolase. 

4, The method in accordance with Claim 1 wherein said second enzyme is a hydrolase. 

J5 5. The method in accordance with Claim 1 wherein said substrate is selected from the group consisting 
of an ester of a nitrophenol and an ester of indoxyl,,' " 

6. A method for detecting an enzyme in a liquid comprising: 

(a) combining a liquid suspected of containing an unknown enzyme with a second enzyme and. a 
blocked modulator of said second enzyme, said unknown enzyme converting said blocked modulator to a 

20 modulator and thereby releasing said modulator into said liquid; 

(b) adding to said liquid a substrate for said second enzyme, said second enzyme converting said 
sulDstrate to a product in an indicator reaction, said modulator modulating said second enzyme; and 

(c) determining said unknown enzyme by a signal associated with said indicator reaction.^ 

7. A method for determining an enzyme in a liquid comprising 

25 (a) combining a first liquid suspected of containing an unknown enzyme with an esterase and a 

blocked inhibitor of said esterase, said unknown enzyme coverting said blocked inhibitor to an inhibitor 
thereby releasing said inhibitor into said liquid: 

(b) adding to said liquid a chromogen. said inhibitor Inhibiting the conversion of said chromogen to a 
colored product by said esterase; 

30 (c) measuring the magnitude of said inhibiting, and 

(d) determining the concentration of said unknown enzyme in said liquid by comparing said 
magnitude with the magnitude of inhibition of formation of a colored product when steps (a) to (c) are 
repeated with a liquid sample containing a predetermined quantity of said unknown enzyme. 

8. A kit of materials for performing an assay for an unknown enzyme comprising a second enzyme, a 
35 substrate for said second enzyme and a blocked modulator of said second enzyme. 

9. The kit in accordance with Claim 8 further comprising at least one liquid containing a predetermined 
quantity 'Of said unknown enzyme. 

10. The kit in accordance with Claim 8 further comprising a fluid sample substantially free of said 
unknown enzyme. 
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